Monitoring phosphatidylinositol 3-phosphate in multivesicular endosome biogenesis.
The endocytic pathway comprises a variety of intracellular compartments that regulate sorting of internalized plasma membrane constituents as well as extracellular material. A major sorting station on this route is the early endosome, where internalized receptors destined for degradation are trafficked from the limiting membrane into the interior of the endosome by formation of intraluminal vesicles (ILVs). This invagination and budding process leads to the biogenesis of multivesicular endosomes (MVEs). The formation of ILVs depends on the sequential action of protein complexes that are partly recruited in a phosphatidylinositol 3-phosphate (PtdIns3P)-dependent manner. The underlying mechanisms of the biogenesis of MVEs are still not completely understood and it is therefore of great interest to study the sorting of PtdIns3P in this process. We are describing several methods to track these sorting events by both light and electron microscopy and combination of both methods.